. Delay of lamin B1 disassembly and mitotic progression are uncoupled events in single cells. (A) Lamin B1 disassembly duration and mitotic progression in individual cells from the cell population in Fig. 3 (C and D) , synchronized by double thymidine arrest and treated with a combination of 2 µM Gö6976 and 50 µM roscovitine 30-60 min before mitotic entry, were plotted, and their Spearman correlation was determined. Cells exceeding the quantitation cutoff for mitotic progression delay (>100 min) are plotted at 100 min. The data represent mitotic events from four replicate experiments. (B) Representative time-lapse microscopy images of mitotic HeLa cells stably coexpressing H2B-mCherry and GFP-lamin B1 (green and gray) after DMSO treatment (mock) and time-lapse microscopy images of indicated cells treated with a combination of 2 µM Gö6976 and 50 µM roscovitine. Mitotic entry as well as anaphase is shown relative to the onset of prophase, scored automatically by chromatin condensation, as time 0. Cell A shows an example of delayed lamin B1 disassembly but no delay in mitotic progression, and cell B shows the opposite phenotype. Bars, 10 µm. Figure S2 . Lipin 1-3 expression in HeLa Kyoto cells and validation of RNAi efficiency. (A) PCR amplification of the denoted lipin isoforms from plasmids encoding the corresponding lipin cDNA or HeLa cDNA preparations generated with (+) or without () reverse transcription (RT). Sequencing of the PCR products confirmed expression of all three lipin isoforms (not depicted). (B) Western blot of HeLa whole-cell lysate after RNAi treatment using control oligos or oligos against the indicated lipin isoforms. Western blot detection was performed using antibodies raised against the denoted lipin isoforms, and GAPDH served as a loading control. (C) Expression levels of denoted transcripts in HeLa cells after the indicated RNAi treatment were determined by quantitative real-time PCR. Expression levels were normalized to control RNAi treatment and GAPDH expression. The results represent mean transcript levels from three replicate experiments. *, P < 0.05 (t test). Error bars indicate standard error of the mean. MM, molecular mass. Figure S3 . cPKCs and lipins affect mitotic lamin A disassembly. (A) Representative time-lapse microscopy images of mitotic HeLa cells stably coexpressing H2B-mCherry and GFP-lamin A (green and gray) after transfection with siRNA oligos against the indicated transcripts or control oligos. Progression through mitosis was followed, and time relative to chromatin condensation in prophase is shown. Bars, 10 µm. (B) Cumulative histograms of lamin A disassembly durations after the indicated RNAi treatment quantified as described in Fig. 2 . P < 0.0001 (U test) in which PKC- and - or lipin 1-3 RNAi were compared with control RNAi. (C) Mean mitosis durations of cells quantified in B. The data represent the mitotic events from two replicate experiments, with ***, P < 0.0001 (U test). Dotted line indicates mean control timing. Error bars indicate 95% confidence intervals. Video 1. Localization of PKC- during NEBD in mammalian cells. HeLa cells stably expressing H2B-mCherry and transiently expressing PKC- tagged with GFP (green and gray) at the C terminus during mitotic entry. Progression into mitosis was analyzed by time-lapse microscopy using a laser-scanning confocal microscope (LSM 510). Frames were taken every 30 s for 3 min, and time relative to NEBD is shown. Bar, 10 µm.
Video 2. Localization of PKC-II during NEBD in mammalian cells. HeLa cells stably expressing H2B-mCherry and transiently expressing PKC-II tagged with GFP (green and gray) at the C terminus during mitotic entry. Progression into mitosis was analyzed by time-lapse microscopy using a laser-scanning confocal microscope (LSM 510). Frames were taken every 30 s for 3 min, and time relative to NEBD is shown. Bar, 10 µm.
Video 3. Localization of lipin 1 during NEBD in mammalian cells. HeLa cells stably expressing H2B-mCherry and transiently expressing lipin 1 tagged with GFP (green and gray) at the C terminus during mitotic entry. Progression into mitosis was analyzed by time-lapse microscopy using a laser-scanning confocal microscope (LSM 510). Frames were taken every 30 s for 3 min, and time relative to NEBD is shown. Bar, 10 µm.
Video 4. Localization of lipin 2 during NEBD in mammalian cells. HeLa cells stably expressing H2B-mCherry and transiently expressing lipin 2 tagged with GFP (green and gray) at the C terminus during mitotic entry. Progression into mitosis was analyzed by time-lapse microscopy using a laser-scanning confocal microscope (LSM 510). Frames were taken every 30 s for 3 min, and time relative to NEBD is shown. Bar, 10 µm.
Video 5. Localization of lipin 3 during NEBD in mammalian cells. HeLa cells stably expressing H2B-mCherry and transiently expressing lipin 3 tagged with GFP (green and gray) at the C terminus during mitotic entry. Progression into mitosis was analyzed by time-lapse microscopy using a laser-scanning confocal microscope (LSM 510). Frames were taken every 30 s for 3 min, and time relative to NEBD is shown. Bar, 10 µm. Lamin disassembly shows mean duration. Mitotic progression is mean duration from prophase to anaphase. Chromosome congression is mean duration of prometaand metaphase. CI, confidence interval; NA, not available. 
